(B) Analysis of the different steps of replication template preparation. DNA products were separated through a 1% agarose gel in the presence of ethidium bromide. Lane 1: maxi prep starting material; lane 2: after nicking by Nt.BbvCI restriction endonuclease; lanes 3-8: after annealing undamaged, abasic, or CPD oligonucleotides before (lanes 3, 5, 7) and after (lanes 4, 6, 8) ligation by T4 DNA ligase; lanes 9, 11, 13: undamaged, abasic or CPD plasmids after caesium chloride gradient purification; lanes 10, 12, 14: undamaged, abasic or CPD plasmids after digestion with APE 1. BbvCI nicking and oligonucleotide ligation was performed at a site 3 kb left of ARS306 (Ori). (C) Replication of undamaged and 6.7 kb CPD LAG templates in the absence of Pol δ.
In this and all subsequent experiments entirely lacking Pol δ the replication buffer contained 117 mM potassium glutamate. This potassium glutamate concentration was selected because: it supports efficient leading-and lagging-strand synthesis at rates that are comparable to those measured in vivo (Yeeles et al., 2017); it was not necessary to use a higher ionic strength buffer to suppress excessive Pol δ-dependent strand-displacement synthesis; we reasoned that for subsequent experiments with CPD LEAD templates (Figures 3-7) , the higher ionic strength (217 mM potassium glutamate) required to suppress Pol δ may not have been optimal for leading-strand re-priming. (D) Micrococcal nuclease digest of a chromatinized undamaged template. Products were separated through a 1.5% native agarose gel and were visualized by ethidium bromide staining.
(E) FACT-dependent replication of a chromatinized undamaged template in the presence of 10 nM Pol δ.
(F) Replication of chromatinized undamaged and 6.7 kb CPD LAG templates. (E and F) Two-dimensional gel analysis of experiments performed on undamaged (E) and 3 kb CPD LEAD (F) templates in the absence of Pol δ. Diagrams of the replication products from the undamaged template are illustrated in (E).
(G) Quantitation of pulse chase experiments on 4.5 kb CPD LEAD templates as in Figure 3H , but with the respective contributions of full length and uncoupled products plotted individually (rather than summed as resolved products). Error bars represent the SEM from 4 experiments. 
